OriT(RK2) in the disruption cassette stands for origin of transfer and allows for conjugation. The cassette also includes a 19bp and 20bp primer site called P1 and P2 respectively. These are identical in all disruption cassettes. The resistance genes are also flanked by FRT sites (FLP-mediated recognition targets) which allow FLP-mediated excision of the disruption cassette. The size of the cassette is~ 2100bp. The primers hoxFFS and hoxFRS were used to check for complete segregation of the cassette.
Supplementary Figure 3. Confirmation of complete segregation of HoxF-GFP in
Synechocystis (A) SDS PAGE gel of soluble whole cell protein extracts generated from the wild-type, hoxF-GFP, and ∆hoxF strains. (B) Immunoblotting analysis on the same strains using HoxE, F, H, U, Y and GFP antibodies. The presence of a higher molecular weight signal for the HoxF antibody in the hoxF-GFP strain and the signal for the GFP antibody confirm the successful GFP tagging of the HoxF subunit. Complete segregation is confirmed by the absence of the signal for HoxF that is present in the WT. (C) Semi quantification of the structural subunits in hoxF-GFP relative to WT using Image J software. The GFP cassette has had little effect on the expression at the protein level of the structural subunits of the hydrogenase complex with levels of HoxE, F, U, Y and H accumulating to levels similar to those seen in the WT.
Supplementary Figure 4. GFP-tagged HoxF can assemble into pentameric HoxE(F-GFP)UYH complexes. 2D-BN/SDS PAGE analyses of
Synechocystis soluble whole cell protein extracts followed by immunoblotting with antibodies specific to the HoxF,U,Y and H subunits. Comparison between the (A) wild-type and (B) the hoxF-GFP strains demonstrates that the majority of HoxF-GFP can be incorporated into fully-assembled hydrogenase complexes (HoxEFUYH and HoxFUYH). Semi quantification of proteins was carried out using Image J software based on band intensity. * Indicates the HoxFUYH complex.
Supplementary Figure 5. Hox subunits are located in the soluble fraction with only
HoxE detected in the whole membrane pellet. Immunoblotting analysis of soluble protein extracts (S) and pellet protein extracts (P) generated from wild-type (WT), ΔhoxE, and oxhoxE strains using HoxE, F, H, U, Y, PsaD and Rps1 antibodies. Only the HoxE subunit can be detected in the pellet (arrows). 
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